Flexible bronchoscopy and endobronchial ultrasound guided transbronchial needle aspiration (EBUS-TBNA) are the pulmonologists´basic procedures for the biopsy of suspicious lung lesions. If inconclusive, other guiding-modalities for tissue sampling are needed, computed tomography performed by a radiologist, orif availableradial EBUS or electromagnetic navigation biopsy.
Introduction
Invasive procedures represent a cornerstone in the diagnostic approach to patients with lung lesions. Distinction between a malignant and non-malignant cause of the lesion is fundamental for treatment planning. Therefore, the provision of a biopsy is essential. Centrally located lung lesions can be biopsied with the use of bronchoscopy or endosonography [1] , which is traditionally performed by the pulmonologist [2] . Peripheral lesions can be biopsied endoscopically guided by radial endobronchial ultrasound (R-EBUS) [3] or electromagnetic navigation bronchoscopy (ENB) [4] , or transthoracically guided by ultrasound [5] or computed tomography (CT) [6] . There is no clear correlation between diagnostic yield, complication risk or costs: using ENB results in fewer complications but increased costs compared to CT-guided biopsy [7] .
CT-guided biopsy often lies in the hands of the radiologist [8, 9] . The radiologist also performs percutaneous lung biopsy guided by conventional X-ray fluoroscopy, which is a valuable alternative to CT guided biopsy [10] . Most bronchoscopists are familiar with fluroscopy-guided bronchoscopy [11] . However, the feasibility of fluoroscopy-guided transthoracic needle aspiration biopsy (F-TTNAB) in the hands of the pulmonologist has not been described in the literature before except for a single paper from our group [12] .
(1) Determine the diagnostic yield and complication rate of F-TTNAB in the hands of the pulmonologist. (2) To examine if it is feasible to perform F-TTNAB in combination with bronchoscopy and endobronchial ultrasound transbronchial needle aspiration (EBUS-TBNA).
Materials and methods
We retrospectively searched in the hospital's electronical database for patients that underwent F-TTNAB, bronchoscopy and EBUS-TBNA at the same day from 1 September 2012 to 31 December 2013 in our pulmonary department because of suspected lung cancer. All patients had an initial evaluation with a medical history and physical examination, chest R ray, blood tests and electrocardiogram. Computer tomography (CT) scan with contrast enhancement and/or positron emission tomography-computer tomography (PET-CT) was performed. Lesion size, defined as the maximum axial diameter, location and distance to pleura was measured on CT images obtained on lung windows. Oral and written information concerning all procedures and possible complications were given to the patient and informed consent obtained. Bronchoscopy and EBUS-TBNA were performed under conscious sedation by the administration of midazolam and fentanyl intravenously in an ambulatory setting. Bronchoscopy was performed in all patients, since the surgeons demand an inspection of the bronchial tree in all patients who may be potential candidates for surgery. The patients received additional oxygen during the procedures. Oxygen saturation and pulse were monitored. The bronchoscopy was only supplemented with EBUS-TBNA if indicated according to the European Guidelines [1] (for example abnormal hilar or mediastinal lymph nodes/centrally located lung tumor). Bronchoscopy was performed with an Olympus BF-1T180 (Olympus XBF-UC40P; Olympus Medical Systems Europe Ltd., Hamburg, Germany), and EBUS-TBNA was performed with a flexible ultrasound bronchoscope (Olympus XBF-UC40P; Olympus Medical Systems Europe Ltd., Hamburg, Germany) using a 22-G Olympus NA-200C needle with biopsy sampling according to guidelines [13] .
If no lung tumor or no abnormal lymph nodes were demonstrated by bronchoscopy or EBUS, it was considered unlikely that endoscopy would provide a conclusive diagnosis. Rapid onsite evaluation (ROSE) was not accessible. In these cases F-TTNAB was performed immediately ( Figure 1 ). The patient was placed in an appropriate supine position depending of the location of the lung lesion, which was localized in two planes with X ray fluoroscopy and the preferred route of the biopsy needle was chosen. X ray fluoroscopy was performed using a C-arm Ziehm exposcop 8000 (Ziehm GmBH, Nürnberg, Germany). The skin entry site was sterilized with standardized antiseptic solution and the cutaneous and subcutaneous tissue infiltrated with lidocaine up to a maximum dose of 20 ml of a 2% solution. Firstly, during lateral fluoroscopy and suspended patient respiration, a 7.5 mm guiding needle (Super 4 needle, (BD Angiomed GmBH, Karlsruhe, Germany) was placed adjacent to the lesion. Secondly, aspiration biopsies were obtained using a 220 mm Chiba 22G needle (BD Angiomed GmBH, Karlsruhe, Germany) via the guiding needle during shallow patient breathing and lateral fluoroscopy with at least two needle passes [14] . Suction was applied to the Chiba-needle by a 10 mL syringe, and aspirated material was transferred to slides and a designated container for cell block preparation. The biopsy procedure was followed by observation for at least 60 minutes with measurements of respiration frequency, peripheral oxygen saturation, blood pressure, pulse. At 60 minutes, all patients underwent a standing, full inspiration chest X ray.
Performance status was described using the The Eastern Cooperative Oncology Group (ECOG) score, and comorbidity was summarized using the Charlson´s index of comorbidity [8] .
Standard of reference
Samples with malignant cells were considered true positive. For samples with non-malignant diagnoses at cytopathological evaluation, the results were considered true negative if the results were verified by at least six months follow up (clinical course possibly supplemented with computed tomography (CT).
Diagnostic yield was defined as the number of samples in which F-TTNAB provided a specific diagnosis (malignant or non-malignant) relative to the total number of F-TTNAB samples performed. Sensitivity was defined as the number of samples in which F-TTNAB provided a diagnosis of any malignancy relative to the total number of targeted lung lesions that turned out to be malignant. Patients in whom the suspicion of lung cancer was invalidated after complete work up were followed for six months to identify falsenegative cases.
Statistics
Statistical analysis was performed using SPSS Statistics software for Windows, v.24 (IBM Corp., Armonk, N.Y., USA). Categorical variables were compared using Pearson's Chi 2 -test or Fisher's exact test (when expected n < 5 for any variable). Mann-Whitney U-test was applied for continuous variables. Results were collected in tables where continuous data were expressed as median (range) and binary data as percentages. Results were considered significant when p < 0.05.
Ethics
The study was a retrospective observational study without randomization or intervention in the treatment of the patients. These types of studies are exempt from approval by the local Research Ethics Committee according to Danish legislation. Patient data were anonymously collected, and The Danish Data Protection Agency approved the study.
Results
We identified 125 patients who underwent F-TTNAB after bronchoscopy and/or EBUS-TBNA. Baseline characteristics are presented in Table 1 . Table 2 shows that totally 86 patients (69%) received a final diagnosis of malignancy. F-TTNAB was conclusive in 96 patients, (overall diagnostic yield 77%). Of the remaining patients, two patients had a conclusive EBUS-TBNA, 23 underwent re-sampling, and four patients entered a CT control follow-up program. Sensitivity for a diagnosis of malignancy was 90% (71 cases diagnosed by F-TTNAB). Pneumothorax was by far the most common complication, and observed in 35 patients (28%). A pleural pig tail catheter was necessary in 22 (18% of total; 62% of patients with pneumothorax).
No cases of recurrent haemoptysis or pain were observed.
Lesions with an average diameter of ≤2 cm were not associated with a higher risk of pneumothorax (27%) compared with lesions >2 cm (29%; p > 0.8, Chi 2 -test).
Discussion
It is important to diagnose patients suspected of lung cancer as quickly as possible [1, 15] . Firstly, a lung cancer can advance to a higher stage if curative intended treatment is delayed. Secondly, the waiting time for a diagnosis is a mental strain for both the patient and the patient´s relatives. Thirdly, individual and societal costs increase with number of visits [16] .
Bronchoscopy and EBUS-TBNA are basic procedures in the investigation of patients with lung lesions. If these techniques do not give access to the lung lesion, and a diagnosis is not obtained from extrapulmonary lesions, the next step may be referral to a radiologist for a CT guided lung biopsy later. We investigated if F-TTNAB performed by the pulmonologist in combination with bronchoscopy and EBUS-TBNA (a triple approach) could be an alternative. The principles of the triple approach are demonstrated in Figure 2 .
Overall, F-TTNAB was able to establish a diagnosis in approximately three out of four patients with a malignant diagnosis, which is comparable and not significantly different from the results of previous studies assessing percutaneous biopsy of the lung [9] .
The most common complication to CT guided lung biopsy is pneumothorax, which occurs in 0-61% of the cases [9] . Between 3.3% and 15% of all patients will require a chest drain [9] . Yeow et al found a risk for pneumothorax and hemoptysis of 23% and 4%, respectively, in a cohort of 660 consecutive procedures [17] . The risk for pneumothorax was increased risk when the lesion diameter was ≤ 2 centimeters [17] . In our study, pneumothorax risk was 28% and 18% of all patients required a chest drain, thus slightly increased. We did not find an increased risk with tumor size ≤ 2 centimeters, and we observed no cases of protracted haemoptysis. Unfortunately, there are no systematic reports in the literature concerning the risk of pneumothorax and chest tube requiring pneumothorax in connection with F-TTNAB.
It could be argued, that non-diagnostic bronchoscopy and EBUS should not be followed by F-TTNAB but by more modern sampling guided by electromagnetic navigation bronchoscopy (ENB) and radial ultrasound probe [1, 13] . However, in many centresespecially in non-Western countriesthese techniques are not available due to the substantial costs for singlepurpose equipment. Fluoroscopy is used in several disciplines of medicine and is readily available even in low-income countries. The sampling of peripheral lung lesions guided by CT or fluoroscopy normally requires referral to a radiologist [16] , which will cause a delay in the diagnostic workup. A combined, same-day invasive triple approach aiming at both diagnosis and staging will speed up the process. The equipment for fluoroscopy is routinely available in the operating room of the pulmonologist, since it is used when performing transbronchial lung biopsies [13] .
A randomized study comparing a) the triple approach with b) FB and EBUS followed by referral of the patient to a radiologist for percutaneous lung biopsy seems redundant if the purpose were to investigate if the former approach decreases the waiting time for a lung biopsy. Of course, it could be argued that suspicious lung lesions should be removed by the surgeons without waiting for a malignant biopsy. However, this is not recommended as a suspicious lesion might be for example pneumonia or other localized inflammation [18] . One could claim that F-TTNAB could appear to be superfluous in selected cases where EBUS-TBNA unexpected reveals diagnostic material from the mediastinum or the hilar regions. This was the case in two of our 125 patients (1.6%). We think that this risk of performing an F-TTNAB procedure, that retrospectively shows up to be superfluous, is acceptable and relatively small. Though inclusion in this study was consecutive, a limitation is a selection bias due to the retrospective design. Subsequent studies should include larger cohorts in a prospective multi-centre design including exclusively consecutive patients. A strength to this study is that it shows the results of F-TTNAB as an integrated part of the triple approach in everyday clinical workup, supporting our findings in another [17] .
There are no guidelines or standardized training programs for learning F-TTNAB. Prior to the implementation of the procedure, the physicians were experienced in other transthoracic procedures (e.g. pleural drainage and medical thoracoscopy) The education in the F-TTNAB was based on traditional apprenticeship training.
We conclude that it is feasible to perform F-TTNAB immediately after a non-diagnostic FB and EBUS-TBNA in the investigation of patients with suspicious lung lesions.
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